Wild-type and deletion mutant strains (A) or 2-fold overexpression strains (B) were treated with 3 M factor pheromone for the times indicated, and whole-cell extracts were resolved by 12% SDS-PAGE and immunoblotting (IB) with anti-phospho p42/44 antibodies, which recognize the phosphorylated and activated form of Fus3 (p-Fus3) and Kss1 (p-Kss1), or anti-Pgk1 antibodies as a loading control. (C) Yeast cells expressing FUS3 or MSG5 C-terminally tagged with TAP tag were treated with 3 M factor pheromone for the times indicated, and whole-cell extracts were resolved by SDS-PAGE and immunoblotting (IB) with anti-protein A antibody.

